is driven by a CMV promoter resulting in a single transcript encoding both EGFP and the puromycin resistance marker protein; translation initiation of the puromycin resistance ORF is mediated by the internal ribosomal entry sites (IRES) element], and pcDNA3-HA-puro rubi-Flag-EGFP. Twenty-four hours after transfection, puromycin was added (final concentration 4 μg/mL), and transfected cells were selected for more than 4 weeks. Cells were then analyzed for EGFP expression by flow cytometry. (B) HeLa cells were transfected with pcDNA3-IRESpuro expression constructs encoding Flag-tagged versions or wild-type E6AP (wt) or a catalytically inactive mutant of E6AP (C820A). In parallel, HeLa cells were transfected with expression constructs for HA-puro r -ubi-Flag fusion protein forms of wild-type E6AP and E6AP-C820A. Twenty-four hours after transfection, an aliquot of the cells were prepared for Western blot analysis. The remaining cells were put under selection by addition of puromycin (final concentration 4 μg/mL). Ninety-six hours upon selection, ectopic expression of E6AP was analyzed by Western blot analysis.
Construction of the HA-puro r -ubi vector
To construct the HA-puro r -ubi vector, a cDNA encoding human ubiquitin-K48R was PCR amplified with the oligos 5′-CACAGATCTA TGCAGATTTT CGTCAAGAC-3′ and 5′-GCGGATCCCT TGTCATCGTC GTCCTTGTAG TCCATGCCAC CGCGGAGCCT TAGCAC-3′ resulting in a BglII-ubi-Flag-BamHI fragment. The puromycin N-acetyltransferase cDNA was PCR-amplified from pIRESpuro (Clontech, Saint-Germainen-Laye, France) with the oligos 5′-GGGGTACCAT GTACCCATAC GATGTTCCAG ATTACGCTCT TGGCATGACC GAGTACAAGC CCAC-3′ and 5′-GCGGATCCGC ACCGGGCTTG CGGGTCATG-3′ resulting in a KpnI-HA-puro r -BamHI fragment. The KpnI-HA-puro rrr BamHI fragment was cloned into pcDNA3 (Invitrogen, Carlsbad, CA, USA) using the KpnI/Bam I/Bam I/ HI sites within the multiple cloning site of pcDNA3. The resulting vector was then used to clone the BglII-ubiquitin-Flag-BamHI fragment into the BamHI site yielding the HA-puro r -ubi vector, which was used as parental vector for the cloning of all other HA-puro r -ubi constructs.
